, CerS2 was the most abundant CerS isoform expressed in U118 cells ( Fig.   2A ), a CerS isoform that synthesizes mainly C20-26 species consistent with the sphingolipid fatty acid profile previously described. CerS5 and CerS4 expression, which synthesize C16 and C18-C20, respectively, was weaker than that of CerS2 ( Fig 
Materials and Methods

Quantitative Reverse Transcription-Polymerase Chain Reaction (QRT-CR) U118
cells were incubated in the presence or absence of 2OHOA for 24 h before their total RNA was extracted using the RNeasy Mini kit and any residual DNA was removed with the RNase-free DNase kit (Qiagen), according to the manufacturer's instructions.
The total amount and purity of the RNA was determined using a Nanodrop 1000 spectrophotometer (Thermofisher Scientific, Waltham, MA), measuring the optical density at 260 and 280 nm. Product integrity was assessed by electrophoresis on a 1%
agarose gel stained with ethidium bromide. RNA was reverse transcribed in a thermal cycler (Eppendorf Master Gradient) using the Transcriptor First Strand cDNA Synthesis Kit (Roche Diagnostics), according to the manufacturer's instructions. For PCR amplification, primers were designed using the SDSC Biology Workbench Program (http://workbench.sdsc.edu) based on gene sequences from GenBank. To differentiate between cDNA and genomic DNA, the primers were designed to target distinct sites of the exon-exon boundaries (Table 1) cycles with a denaturation step at 95°C for 5 s, followed by an annealing/extension step at 60°C for 34 s. Finally, fluorescence detection and quantification was carried out after each DNA extension step, and the data were analyzed using StepOne software (v2.0) using β-actin expression as an endogenous control as this is not modulated by 2OHOA.
The ratio between the expression of the genes of interest and that of β-actin was determined using the equation described by Pfaffl and coworkers {Pfaffl, 2001 #170}, and the efficiency of the reaction was estimated by the increase in absolute fluorescence, according to Pfaffl (unpublished observations; http://www.genequantification.de/efficiency01.html#e-fluoro-2). Melting curve analysis and agarose gel electrophoresis were used to further characterize the PCR products.
